Cell Culture. Jurkat T cells E6-1 (Cell Lines Service) were cultured in RPMI-1640 (Sigma) supplemented with 10 % FCS, 2 mM glutamine, 2 mM sodium pyruvate, 2 mM non-essential amino acids and 100 U/ml penicillin/streptomycin at 37 °C and 5 % CO 2 . Cells were grown up to a density of ~ 1x10 6 cells/ml before splitting. 
whereas all parameters for time series measurements were kept constant (10 % laser intensity, pixel dwell time 1.87 µsec). Cells were imaged for 16 cycles with an interval of 10 seconds and 200 µl TCEP solution was added after 20 seconds to obtain a final working concentration of 25 mM.
Anisotropy measurements. For anisotropy measurements 1x10 5 Jurkat cells were fed with 25 µM azido-functionalized or preclicked ceramides in 1,5 ml microcentrifuge tubes for 30 min at 37 °C. Cells were centrifuged at 300 x g for 5 min and washed with 500 µl HBSS.
Subsequently, cells were incubated with 25 µM DBCO-Cy5 for 7 min at RT before they were washed two times with HBSS. Anisotropy measurements were performed using a spectrofluorometer (FP-6500, Jasco GmbH, Gross-Umstadt, Germany). In both, the emission and excitation path a polarizer (Thorlabs, LPVISE 100-A) was placed. Steady-state-anisotropy r was calculated by = -+ 2 using = as a device correction factor for different sensitivities of the detection system concerning polarized light. 4 The indices V and H stand for vertically and horizontally oriented polarizers, the first index refers to the polarizer in the excitation path, the second in the detection path.
The four different polarizer settings were measured consecutively 5 times for each sample.
Excitation wavelength was set to 640 nm, detected wavelength to 670 nm. Bandwidth of these wavelengths had to be varied between 3-10 nm as well as the sensitivity of the detector to obtain a signal of the weakest polarizer setting (I HH ) in the range of 100 -500 counts. 
Supplementary

General procedere A acylation of sphingosine
Azido-sphingosines were prepared by adding a solution of azide modified fatty acid (1.00 eq) in CH 2 Cl 2 (60 ml per mmol sphingosine) dropwise to a mixture of sphingosine (1.00 eq.), HOBt (1.20 eq.), EDC (1.20 eq.) and DIPEA (1.80 eq.) in dry CH 2 Cl 2 (60 ml per mmol sphingosine) within 2 h at 0°C. followed by an 18 h stirring under nitrogen atmosphere. The solvent was removed and the residue was purified via column chromatography (CH 2 Cl 2 /MeOH 100:1).
General procedere B azidification of bromocarboxylic acids
Bromocarboxylic acid (1.00 eq) and NaN 3 (2.00 eq) was stirred in dmf (10 ml per mmol acid) at 80 °C over night. The solvent was removed under reduced pressure and the redue solved in 0.5 M HCl (15 ml per mmol acid) an extraced three times with ethylacetate (10 ml per mmol acid). The organic layers were combined ant the solvents removed under reduced pressure.
The residue was purified via column chromatography (cyclohexane/ethyl acetate) to yield the coresponding azidified carboxylic acid. 
